Characterization of an antiserum to the rat luteal luteinizing hormone/chorionic gonadotropin receptor.
The LH/CG receptor was purified from detergent extracts of rat luteal tissue using hCG affinity and wheat germ agglutinin chromatography. Analysis of the purified material by silver staining of sodium dodecyl sulfate-polyacrylamide gels (with or without reducing agents) revealed a prominent broad band corresponding to a 93K protein and several minor contaminants. That the 93K band represents the LH/CG receptor is supported by the following. 1) This band is absent in material purified from rat luteal tissue in which the LH/CG receptor had been down-regulated. 2) [125I]iodohCG binding to Western blots of both the initial detergent extract and the purified material resulted in binding to a 93K protein. The 93K protein representing the LH/CG receptor was excised after sodium dodecyl sulfate-gel electrophoresis of the purified material and was electroeluted. Half of the electroeluted receptor was incubated with reducing agents. After mixing with nonreduced receptor, this mixture was used to immunize one rabbit. Immune, but not preimmune, serum (or immunoglobulin G purified thereof) recognized a 93K protein on Western blots of partially purified (approximately 10% pure) rat luteal receptor. No other bands were seen. Using this approach it was determined that the antiserum recognized reduced, nonreduced, denatured, and native forms of the receptor. A polyclonal antibody to the LH/CG receptor will be useful for studies on the structure and regulation of this receptor.